Itgma/Rpl7
Lep/Rpl7 Figure S2 . Expression of stromal vascular cells and adipocytes markers and production of inflammatory cytokines in epididymal adipose tissues, Related to Figure 3 . (A) Stromal vascular fraction and adipocyte fraction showed enriched expression of cell specific markers in wild type and adipocyte-specific IKKβ knockout (Ad-IKKβKO) mice. T cell (Cd3g) and macrophage (Itgma) markers were enriched in SVF and adipocytes (Lep) marker was enriched in ACF. Wild type (WT) and Ad-IKKβKO (KO) mice were fed normal chow (NC) or high fat diet (HF) for 12-13 weeks (n = 4-7 per group). All data are the mean ± s.e.m., * P < 0.04 compared to NC. WT-SVF: stromal vascular fraction of wild type mice, KO-SVF: stromal vascular fraction of Ad-IKKβKO mice. WT-ACF: adipocyte fraction of wild type mice, KO-ACF: adipocyte fraction of Ad-IKKβKO mice. (B) Secretion of inflammatory cytokines was enhanced in epididymal adipose tissues of high fat diet fed Ad-IKKβKO mice. Secretion of inflammatory cytokines including TNF-α, IL-1β and IL-6 was measured in epididymal adipose tissues of HFD fed wild type and Ad-IKKβKO mice (n = 12-20 per group). Epididymal adipose tissues from HFD fed (12-16 weeks) WT and KO mice were harvested and placed in 24 well plates (100-200 mg tissue/well) with 1 ml cell culture media for 24 h. Media were harvested, and cytokine quantification was analyzed by ELISA. Cytokine concentration is pg/mL per 100 mg tissue. All data are the mean ± s.e.m., * P < 0.0033 compared to WT-HF. WT-HF: HFD fed wild type mice and KO-HF: HFD fed Ad-IKKβKO mice. 
Quantification of cytokines in culture media and plasma
3T3--L1 adipocytes cell culture media were collected at 24 h after stimulation. For plasma, mice were anesthetized with isoflurane and cardiac puncture was performed. Blood was centrifuged 10 min at 1,000 xg at 4°C. Plasma was collected.
For adipose tissue explant culture, adipose tissues from wild type and adipocytes specific IKKβ knockout (Ad--IKKβKO) mice were harvested and placed in 24 well plates (100--200 mg tissue/well) with 1 ml cell culture media for 24 h. Media were harvested. ELISA analysis was used for cytokine quantification (ELISA Kit;
Invitrogen, Camarillo, CA, USA).
Stromal vascular fraction and adipocyte fraction preparation
Epididymal adipose tissue was minced into fine (<10 mg) pieces. Minced adipose tissues were placed in HEPES--buffered DMEM supplemented with 10 mg/ml low fatty acid BSA and centrifuged at 1,000 xg for 10 min to precipitate erythrocytes and 
Immunohistochemical staining
Adipose tissue samples were fixed for 24 to 36 h at room temperature in zinc--formalin fixative and embedded in paraffin. Paraffin--embedded adipose tissue was sectioned (10--μm) and deparaffinized. Sections were stained with hematoxylin--eosin.
Western blotting
Tissues and cells were homogenized in a RIPA lysis buffer containing protease and phosphatase inhibitors. Homogenates were centrifuged for 15 min at 13,000 xg at 4 °C and supernatants were collected. Protein samples (40 µg) were separated on 9% reducing polyacrylamide gels and electroblotted onto nitrocellulose membranes.
Immunoblots were blocked with 2% BSA in Tris--buffered saline for 2 h at room temperature and incubated overnight at 4°C with the indicated antibodies in Tris--buffered saline and 0.05% Tween 20 (TBST) containing 1% BSA. Blots were washed in TBST and incubated with IRDye 680LT or IRDye 800CW--conjugated secondary antibodies (1:50,000) for 1 h at room temperature. Membranes were washed in TBST, and antigen--antibody complexes were visualized by Odyssey Imaging System (LI--COR, Lincoln, NE, USA). For AKT phosphorylation, mice were fasted for 6 h and injected with 1 unit of insulin/kg body weight. Tissues were collected after 20 min.
